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Background: Animal welfare and accurate data collection are equally important in 
rodent research. Housing influences study outcomes and can challenge studies that 
monitor feeding, so housing choice needs to be evidence-based. The goal of these 
studies was to (1) compare established measures of well-being between rodents housed 
in wire grid-bottom floors with a resting platform compared to solid-bottom floors with 
bedding and (2) determine whether presence of a chewable device (Nylabone) affects 
orexin-A-induced hyperphagia.
Methods: Rodents were crossed over to the alternate housing twice after 2-week peri-
ods. Time required to complete food intake measurements was recorded as an indicator 
of feasibility. Food intake stimulated by orexin-A was compared with and without the 
Nylabone. Blood corticosterone and hypothalamic BDNF were assessed.
results: Housing had no effect on growth, energy expenditure, corticosterone, hypotha-
lamic BDNF, behavior, and anxiety measures. Food intake was disrupted after housing 
cross-over. Time required to complete food intake measurements was significantly higher 
for solid-bottom bedded cages. The Nylabone had no effect on orexin-A-stimulated 
feeding.
conclusion: Well-being is not significantly different between rodents housed on 
grid-bottom floors and those in solid-bottom-bedded cages based on overall growth 
and feeding but alternating between housing confounds measures of feeding.
Keywords: environmental enrichment, stress, microenvironment, cognition, anxiety
February 2016 | Volume 3 | Article 42
Teske et al. Well-Being is Similiar Between Housing
Frontiers in Nutrition | www.frontiersin.org
inTrODUcTiOn
Well-being of laboratory animals is a concern of the scientific 
community and affects validity of scientific data (1, 2), but defini-
tions and methods to measure well-being in rodents varies (3, 4). 
The microenvironment, including the primary enclosure or cage 
type, temperature, humidity, illumination, ventilation, and air 
quality affects physiology, behavior, and disease susceptibility (2). 
Systematic investigation is needed to determine the independent 
effect of housing, in-house transfer, and cage modification on 
behavior, indices of growth, and neuromodulators that influence 
energy balance (5).
Routine monitoring of objective measures of health and well-
being, including growth and behavior, is recommended to ensure 
that the basic needs of the animal are met (3, 6–9). Historically, 
rodents have been housed in wire-bottom cages for purposes of 
sanitation (2), and this housing has also been used to obtain accu-
rate food intake data because spillage can be collected without 
disturbing animal behavior (10). The 2011 revision of the Guide 
for the Care and Use of Laboratory Animals (i.e., The Guide) states 
that “flooring should be solid, perforated, or slated with a slip-
resistant surface” and “recognizes that individual circumstances 
might justify an alternative strategy” (2). This is in contrast to 
the 1996 Guide that recommended solid-bottom housing with 
bedding for rodents (1, 2). The different recommendations for 
floors between editions likely reflect varying opinions regarding 
the well-being results across studies.
In some limited instances, wire-bottom grid cages have been 
reported to promote foot lesions and prevent rodents from per-
forming species-specific behaviors, such as gnawing, nest build-
ing, and foraging (10). However, well-being as indicated by body 
weight and food intake has not been reported to be statistically 
different between animals housed in wire and solid-bottom cages 
(11–19). Preference of rodents for wire or solid-bottom cages is 
dependent on time of day (12, 20), with wire flooring preferred 
during the active cycle. Foot lesions have been reported among 
older rodents housed long-term in wire-bottom cages (8 months 
to >1 year time on flooring) but absent with short-term housing 
(10). It has been suggested that rodents consume food particles 
(e.g., spillage) in solid-bottom cages as evidence of foraging 
behavior; however, no study has tested whether uneaten food 
(i.e., spillage) in solid cages differs from spillage that falls beneath 
wire-bottom cages (12). Gnawing is a species-specific behavior 
in rodents and provision of a chewing device may promote this 
behavior, though it is unclear whether rodents consistently use 
the chewing device or whether the presence of the device affects 
behavioral outcomes, such as feeding. Frequent cage cleaning 
with inherent disturbance of rodents has independent effects on 
study outcomes (21–23) although there has been little testing of 
behavior (motor, anxiety-like).
The primary goal of the current studies was to compare estab-
lished measures of well-being, such as feeding behavior, physical 
activity, anxiety-like behavior, stereotypies, and growth, in addi-
tion to determining whether transfer between caging types affected 
these endpoints. The secondary goal was to determine whether 
provision of a chewable device, which is commonly provided to 
rodents for enrichment purposes, influences orexin-A-induced 
feeding, and the effect of housing on the growth and plasticity 
factor, brain-derived neurotrophic factor (BDNF).
MaTerials anD MeThODs
animals
Seven-week-old male Sprague-Dawley rats were purchased from 
a commercial vendor (Charles River, Kingston, NY, USA). Upon 
arrival, rats were housed in solid-bottom cages with corn-cob 
bedding and acclimated to the housing facility for 1 week before 
study procedures began. Rodents were housed individually to 
facilitate measurement of food intake from individual rodents 
with a 12-h light/12-h dark photo cycle (lights on at 0600 hours) 
in a temperature-controlled room (21–22°C) in a facility accred-
ited by the American Association for Laboratory Animal Science. 
Harlan Teklad-pelleted chow (8604) and tap water were available 
ad  libitum. Where indicated, rodents had ad  libitum access to 
a non-nutritive rodent chewing device (Nylabone, Product # 
K3200, natural flavor, BioServ, Frenchtown, NJ, USA). Animals in 
study one were housed in stainless steel wire grid-bottom (1-mm-
diameter round wires spaced 1 cm apart) or solid-bottom-bedded 
polycarbonate cages (48.4  cm ×  26.7  cm ×  20.3  cm). The wire 
grid-bottom cages (40.6 cm × 24.1 cm × 20.6 cm) contained a 
resting platform (17.8 cm × 10.5 cm) and were suspended above 
a collection pan with absorbent paper to facilitate collection of 
uneaten food particles (e.g., spillage). The solid-bottom cages 
contained white “Crink-l’Nest” paper bedding (Product # CNW, 
Andersons Inc., Maumee, OH, USA). Rats in study 2 were housed 
in wire-bottom cages without resting platforms after arrival from 
the commercial vendor and throughout the study. Rodents were 
monitored twice daily for health status. No adverse events or foot 
lesions were observed during the experimental trials. The studies 
were approved and carried out in accordance with the recom-
mendations of the Institutional Animal Care and Use Committee 
at the Minneapolis Veterans Affairs Health Care System and the 
University of Minnesota.
specific experimental Designs
Study 1
After 1-week acclimation to the housing facility, rodents were 
stratified by body weight to one of the two housings: (1) wire-
bottom  +  resting platform  +  Nylabone or (2) solid-bottom-
bedded cages with “Crink-l’Nest” bedding + Nylabone (N = 20, 
n = 10/initial housing type). Rodents remained in either housing 
for 2 weeks. Then, rodents in wire cages were moved to solid cages 
and rodents in solid cages were moved to wire cages. Rodents 
remained in this new housing for 2 weeks. Finally, rodents were 
returned to their original housing (Figure 1). Body weight and 
body composition were measured thrice weekly throughout the 
three periods. Food intake was defined as the difference between 
preweighed food and the remaining food less the spillage. Spillage 
was defined as food particles that fell onto paperboard beneath the 
wire floor or recovered from bedding in the solid-bottom cage. 
Collection of food intake measures for rodents in solid-bottom-
bedded cages necessitated (1) the removal of rodents from the 
cage, (2) separation of food and feces particles from paper bed-
ding, and (3) replacing wet or soiled bedding with fresh bedding 
FigUre 1 | experimental design for study 1: rodents in housing type 1 
were first housed in wire-bottom cages, then transferred to 
solid-bottom cages, and finally returned to wire-bottom cages. 
Rodents in housing type 2 were first housed in solid-bottom cages, then 
transferred to wire-bottom cages, and finally returned to solid-bottom cages. 
Rodents remained in each housing for 2-week periods. N = 20 (n = 10/
housing strategy).
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in standard, measured amounts. Absorbent paperboard beneath 
rodents housed on wire grid was changed thrice weekly. Rodents 
were placed in clean solid-bottom cages weekly and rodents in 
wire-bottom cages were placed in clean cages biweekly based on 
the standard operating procedures in the facility. Food intake and 
spillage were recorded 5 days each week. Time required to col-
lect food intake measurements was also measured to determine 
feasibility of this method for rodent feeding studies.
Anxiety-like behavior was measured by the light/dark test as 
described below. Spontaneous physical activity (SPA) and energy 
expenditure were measured concurrently as described previously 
(24). Rodents were euthanized rapidly by decapitation without 
anesthesia at 1100. Trunk blood was collected, interscapular 
brown adipose tissue (iBAT) was dissected out, and the hypo-
thalamic paraventricular nucleus (PVN) was excised with a 
micropunch technique as described previously (25). Food was 
removed from rodents 4  h prior to euthanasia (0700) to avoid 
potential effects of recent food intake on endpoint measurements. 
Corticosterone was measured in plasma by radioimmunoassay 
with a commercial kit (Product #07120102, MP Biomedicals, 
Solon, OH, USA). Uncoupling protein 1 (UCP1) mRNA in iBAT 
was measured by RT-PCR previously (26). BDNF protein levels in 
the PVN were measured with a commercial ELISA kit (Product 
#KA0330, Abnova, Taipei, Taiwan) as described previously (27).
Study 2: Effect of the Presence of a Nylabone on 
Feeding Stimulated by Orexin-A
After completing experiment 1, a group of rodents (n = 13) were 
maintained in wire-bottom cages and surgically prepared with a 
single cannula directed toward the rostral lateral hypothalamus 
as described previously (28). Orexin-A (500  pmol/0.5  μL) or 
vehicle-control (artificial cerebrospinal fluid) was injected into 
the rostral lateral hypothalamus through the cannula in a latin-
square counter-balanced design as described previously (29). 
Rats were randomized to one of four treatment groups (orexin-A 
with Nylabone, orexin-A without Nylabone, vehicle-control 
with Nylabone, and vehicle-control without Nylabone). Each 
animal received each treatment once, and all treatments were 
represented on a given day. Food intake was measured 1 and 
2 h postinjection. Food intake was determined as the difference 
between preweighed food minus the food weight at 1 and 2  h 
postinjection and spillage.
Body composition Measurement
Total fat and fat-free mass were measured using a quantitative mag-
netic resonance body composition analyzer (EchoMRI-900™, 
Houston, TX, USA) as described previously (30, 31). Percent fat 
and fat-free mass were calculated as the ratio of absolute fat or 
fat-free mass to body weight, respectively.
indirect calorimetry and sPa 
Measurement
Energy expenditure and SPA were measured in a solid-bottom 
customized eight-chamber continuous open-circuit indirect 
calorimeter/SPA system after day 42 as described previously (24). 
The system was designed to measure simultaneous and continu-
ous O2 consumption, CO2 production (Columbus Instruments, 
Columbus, OH, USA) (32), and SPA (Product #MED-OFA-RS, 
Med Associates, St. Albans, VT, USA) in each chamber. Gas sen-
sors were calibrated prior to each test with a primary gas standard. 
Chamber air-flow was maintained at 3.1 L/min and experiments 
were performed at 22°C. Rodents were acclimated to the chamber 
for 3 days prior to the 24-h test and food and water were available 
ad libitum during acclimation and test periods. VO2 and VCO2 
were measured at 30-s intervals and reference measurements 
from room air were determined at 15-min intervals over the 24-h 
testing period. From O2 consumption and CO2 production meas-
urements, total energy expenditure over the 24-h measurement 
period was calculated as the sum of heat measurements during 
the 24-h period. Resting energy expenditure was defined as the 
lowest metabolic rate during the light cycle extrapolated over 
24-h. From the SPA measurements, time spent ambulating (loco-
motor activity), time spent in rearing, and time spent grooming 
(performing stereotypies) were calculated by the Med Associates 
Software. Stereotypies were defined as movement within a 4-cm 
radius around the rodent.
light/Dark Test
Anxiety-like behavior was measured by the light/dark test as 
described previously (33) with minor modifications. Briefly, a 
dark box insert (Product #ENV-516, Med Associates, St. Albans, 
VT, USA) was placed into SPA chambers (43.2  cm ×  43.2  cm, 
Med Associates, St. Albans, VT, USA). The dark box insert 
created an equal sized illuminated and dark compartment 
(21.6 cm × 42.5 cm) with an opening (11.4 cm × 8.9 cm) to allow 
movement between the compartments. Naïve rats were placed 
in the light compartment facing away from the dark compart-
ment to initiate the 15-min test. The number of entries (into the 
light compartment, into the dark compartment, and total) was 
assessed by two methods concurrently (manually and automati-
cally). Entries were manually scored by a trained observer and 
automatically defined by the photocells of the SPA chambers and 
the Med Associates computer software. Manually scored entries 
were considered valid if two paws (both forelimbs) or if all four 
paws (forelimbs and hindlimbs) entered into the compartment. 
The software determined time spent in each compartment. At the 
end of the 15-min test, rats were returned to their home cage. 
The SPA chambers and dark box were cleaned with 70% ethanol 
between tests.
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cannulation surgery
Animals were anesthetized with ketamine (50  mg/kg) and 
xylazine (15  mg/kg), and a 26-gauge stainless steel cannula 
(Product #C315G/SPC, Plastics One, Roanoke, VA, USA) was 
directed toward the rostral lateral hypothalamus as described 
previously (28, 29, 34, 35). Stereotaxic coordinates (2.2  mm 
posterior and 1.9  mm lateral to bregma, and 7.3  mm below 
the skull surface) were determined from the rat brain atlas of 
Paxinos and Watson (36). Experimental trials began 7–10 days 
after surgery. Postsurgical analgesia was administered on the 
day of surgery and for 2 days after surgery [flunixin meglumine 
(Banamine), 2.5  mg/kg, i.p., Merck Animal Health, Madison, 
NJ, USA].
Drugs
Orexin-A (Product #003-30, Phoenix pharmaceuticals, 
Burlingame, CA, USA) was dissolved in artificial cerebrospinal 
fluid and artificial cerebrospinal fluid was used as the vehicle-
control. Drugs were stored at 4°C for <48 h prior to injection.
injections
Injections were performed as described previously (28, 29, 34, 
35, 37). Briefly, 0.5 μL of orexin-A or artificial cerebrospinal fluid 
was injected over 30 s with a 33-gauge injector (Product #C315I/
SPC, Plastics One, Roanoke, VA, USA) that extended 1.0  mm 
beyond the tip of the guide cannula. The injector was left in place 
for an additional 10 s. Extensive tissue damage is absent after 50 
repeated injections, as measured by gliosis around the injection 
site and light microscopy at 100× (38). Injections were given to 
naïve rats at 1300 hours in the home cage and at least 48 h elapsed 
between treatments to allow for drug clearance.
gene expression and Protein analysis
The PVN and iBAT tissues were frozen immediately in liquid 
nitrogen following excision and were stored at −80°C until 
analysis. Relative UCP1 and glyceraldehyde 3-phosphate dehy-
drogenase gene expression in the iBAT was measured by one-step 
real-time RT-PCR. Relative UCP1 mRNA is expressed as a ratio 
of UCP1 to the housekeeping gene, glyceraldehyde 3-phosphate 
dehydrogenase, as described previously (26). BDNF in the PVN 
was measured with a commercially available ELISA kit and was 
expressed as a ratio of BDNF to total protein as described previ-
ously (27).
Total rna extraction and Quantification
Total RNA was isolated using the Qiagen RNeasy Plus micro 
kit (Product #74034, Qiagen, Valencia, CA, USA) with minor 
modifications previously (28). Briefly, tissue was homogenized 
with Trizol reagent (Product #T9424 Sigma-Aldrich, St. Louis, 
MO, USA) and chloroform. After phase separation, the aqueous 
phase was removed and applied to a gDNA column. Total RNA 
was precipitated with 70% ethanol and applied to a MiniElute 
column. The concentration and purity of the total RNA were 
determined by the 260- and 280-nm readings on a spectro-
photometer (Nanodrop ND-1000, Nanodrop Technologies, 
Wilmington, DE, USA).
One-step real-Time rT-Pcr
Primers for UCP1 and glyceraldehyde 3-phosphate dehydroge-
nase were created using MacVector 7.2 (Accerlys, San Diego, CA, 
USA). One-step real-time RT-PCR was performed using 100 ng 
of total RNA and the Roche RNA Amplification Kit SYBR Green 
I (Roche Applied Science, Product #12015137001, Indianapolis, 
IN, USA) previously (28). Primer annealing and data acquisition 
for glyceraldehyde 3-phosphate dehydrogenase and UCP1 was 
completed at 58 or 61°C (annealing) and was 82 or 84°C (data 
acquisition), respectively.
Brain-Derived neurotrophic Factor elisa
Protein extraction was performed using a method by Baker-
Herman et  al. with minor modifications (39) as described 
previously (27). Briefly, brain punches were homogenized in 
cold extraction buffer (Boston BioProducts, Product #BP-119, 
Ashland, MA, USA) with HALT protease inhibitor cocktail 
(Thermo Scientific, Product # 78420B, Rockford, IL, USA). 
Homogenates were acidified, incubated at room temperature, 
and neutralized. Homogenates were centrifuged and superna-
tants collected. Protein was quantified from supernatant using 
a Bradford assay. BDNF quantification was performed using a 
BDNF sandwich ELISA kit (Abnova, Product #KA0330m, Taipei 
City, Taiwan), according to the manufacturer’s instructions. 
Samples were diluted with sample dilution buffer, such that 30 μg 
of protein were added to each well. Plates were read at 450 nm. 
Samples were assayed and analyzed in duplicate.
Plasma corticosterone
Trunk blood was collected following decapitation in EDTA tubes 
and placed on ice. Rodents were brought into the euthanasia 
room just prior to decapitation without anesthesia to mitigate 
stress. Blood was centrifuged (2000 × g) for 30 min, and plasma 
was separated and stored at −80°C until analysis. Plasma corti-
costerone was measured with a commercially available radioim-
munoassay kit (MP Biochemicals, Product #07120102, Solon, 
OH, USA) according to the manufacturer’s instructions. Samples 
and standards were run in duplicate or triplicate, respectively, 
and measured on a gamma counter. This assay is highly specific, 
cross-reacting at <1% with other hormones.
statistical analyses
Software and General Aspects
For all statistical tests, N = 10/group in study 1 and N = 13 for 
study 2. Based on the historic weight gain data, 10 rats per group 
were needed to detect a significant difference with 80% power, 
an effect size = 1.35, and alpha = 0.05. For all statistical tests, 
n = 10/group in study 1 and N = 13 for study 2. The unit of analy-
sis was a single animal. Statistical analyses were performed using 
R software version 3.1.2 (40) or Prism 5.0 (GraphPad Software, 
Inc., San Diego, CA, USA). Linear mixed models were fitted 
with the lme4 package (41) using R software. Diagnostics plot 
for mixed models were tested for normality of random effects 
and residual distribution. For linear mixed models, statistical 
significance for fixed effects was analyzed with the likelihood 
ratio test using the command ANOVA (R base). All code and 
AB
C
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FigUre 2 | Body composition and feeding-related outcomes.  
(a) Body weight, (B) fat mass, (c) fat-free mass, and (D) 24-h food intake 
during 3-day periods at the beginning and end of 2-week periods in 
rodents housed in either solid (s)- or wire (w)-bottom cages for 2 weeks 
(days 1–14), moved to the other housing for 2 weeks (days 15–28), and 
then moved back to the original housing for 2 weeks (days 29–42). For 
food intake (D), note the decrease in food intake after switching from wire 
to solid cages. Data represent mean ± SEM. Please note different y-axes. 
N = 20 (n = 10/housing strategy). Lines above bars in (D) are significantly 
different.
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data are available from the authors upon request. All data are 
expressed as mean  ±  SEM. P values <0.05 were considered 
significant.
Analysis of Study 1
To analyze the effect of housing in solid vs. wire on body weight, 
fat, and fat-free mass change over time, we used a linear mixed 
model approach. For each endpoint, we initially fitted a model 
including fixed effects for cage type (solid vs. wire), sequence of 
cage switch (solid–wire–solid and wire–solid–wire), time-point 
of measurement nested within period (corresponding to each 
stage of the study), and an interaction between cage and period. 
The interaction between cage and period was not significant, 
and thus, the final model included only main effects for the 
fixed effects. We included random intercepts and slopes for 
rats to account for within- and between-rat variation over time. 
Statistical significance for fixed effects was evaluated by a likeli-
hood ratio test of the full model against the model lacking the 
factor in question.
To study the effect of cage type on food intake, we used two 
different analyses. First, we used a linear mixed model to analyze 
how cage type affected food intake over time. In this model, we 
included fixed effects for cage type (solid vs. wire), sequence of 
cage switch (solid–wire–solid and wire–solid–wire), time point 
of measurement nested within period (corresponding to three 
measurements at the beginning and end of each period), and an 
interaction between cage and period. We included random inter-
cepts and slopes for each individual rat to account for within- and 
between-rat variation over time. The interaction between cage 
and period was not significant, and thus, the final model included 
only main effects for the fixed effects. The second analysis focused 
on the effect of cage switch on food intake. For this analysis, the 
dependent variable was change in food intake around 3  days 
of switching caging conditions and was analyzed using a linear 
mixed model with fixed effects for cage switch type (solid-to-
bottom or bottom-to-solid) and fat-free mass as covariate and 
random intercept for each rat. For representation purposes, we 
conducted pairwise t-tests within each caging sequence, which 
were corrected by multiple comparisons to illustrate changes in 
food intake over time (Figure 2D).
In addition to the above analyses for study 1, we tested for dif-
ferences between cage types for anxiety-like behavior, metabolism, 
brown fat uncoupling protein, and BDNF with t-tests adjusted 
with the Bonferroni correction (GraphPad Software). Thus, a 
P-value <0.0033 was considered to be statistically significant for 
these 15 t-tests [i.e., P = 0.0033 (0.05/15)].
Analysis of Study 2
The effect of the Nylabone on orexin-A-induced feeding was 
analyzed with two factor repeated measures ANOVA where there 
were two within-subject factors (Graphpad 5.0). “Dose” (orexin-A 
or control injection) and “Nylabone” (presence or absence) were 
the repeated measures. There was no main effect of the Nylabone 
on food intake and the “dose” × “Nylabone” interaction was not 
significant; therefore, two post hoc comparisons were completed 
with the Sidak test, which corrected for multiple comparisons. 
TaBle 2 | Time spent in the light and dark compartment during the  
light–dark box test in rats housed in solid- or wire-bottom housing.
light compartment Dark compartment
solid-
bottom
Wire-
bottom
solid-
bottom
Wire-
bottom
Time moving (min) 8.2 ± 1.1 8.7 ± 1.2 6.8 ± 1.1 6.2 ± 1.2
Time ambulatory (min) 4.5 ± 0.6 3.9 ± 0.5 3.2 ± 0.4 2.8 ± 0.4
Time vertical (min) 2.3 ± 0.4 2.2 ± 0.3 0.9 ± 0.1 1.0 ± 0.2
Data represent mean ± SEM. N = 20 (n = 10/housing strategy).
TaBle 1 | Body composition, total food intake, and spillage.
Days
1–14 15–28 29–42
Body weight gain (g)
Solid-bottom 92.4 ± 7.0 54.8 ± 4.4 54.4 ± 2.8
Wire-bottom 87.4 ± 6.0 53.1 ± 7.1 56.0 ± 4.8
Fat mass gain (g)
Solid-bottom 12.5 ± 1.5 2.8 ± 1.2 10.8 ± 1.4
Wire-bottom 10.4 ± 1.2 3.6 ± 1.9 8.4 ± 1.2
Fat-free mass gain (g)
Solid-bottom 76.4 ± 5.7 47.1 ± 3.6 43.3 ± 2.5
Wire-bottom 70.7 ± 4.8 35.2 ± 4.8 43.1 ± 4.0
Total food intake (g)
Solid-bottom 396 ± 11.3 405.3 ± 9.0 423.8 ± 18.0
Wire-bottom 407.3 ± 10.0 428.3 ± 16.6 439.9 ± 9.3
Total spill (g)
Solid-bottom 26.1 ± 7.1 22.7 ± 3.3 26.8 ± 2.3
Wire-bottom 19.9 ± 2.7 26.1 ± 2.8 22.8 ± 2.6
Data represent mean ± SEM. N = 20 (n = 10/housing strategy).
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This allowed determination of whether there was a difference 
in response between animals given vehicle and orexin-A in the 
presence and absence of the Nylabone separately.
resUlTs
study 1
Growth
Upon randomization to initial housing, body weight was not 
statistically different between housing (t-test, solid- and wire-
bottom: 245.0 ± 2.8 and 244.3 ± 3.4 g, P = 0.87). A linear mixed 
model showed that cage type affected body weight [χ2(1) = 7.34, 
P =  0.006] and fat-free mass [χ2(1) =  3.97, P =  0.046] change 
over time (Figures  2A,C). Estimated effects from the model 
indicated that housing in a wire cage compared to a solid-bottom 
cage increased body weight by 2.08 ± 0.76 g and fat-free mass by 
1.33 ± 0.67 g, corresponding to 1.0 and 0.9% of the overall change 
in each parameter for the standard housing condition. We found 
no significant effect of cage type on fat mass change over time 
[χ2(1) = 0.42, P = 0.51, Figure 2B]. In this analysis, there were no 
significant effects of cage sequence on body weight [χ2(1) = 1.11, 
P = 0.29], fat [χ2(1) = 0.79, P = 0.37], and fat-free mass change 
[χ2(1) = 1.89, P = 0.16].
Food Intake
Estimated effects from a linear mixed model analysis indicated that 
housing in a wire cage compared to a solid-bottom cage increased 
food intake by 1.86 ± 0.01 g [χ2(1) = 16.11, P = 0.00005, Table 1], 
which represented 0.14% of the overall change in food intake. 
We found no significant effect of cage sequence [χ2(1) =  0.32, 
P = 0.57]. To understand whether these effects were influenced 
by the order of the cage switch, we tested whether cage switch 
(solid-to-bottom or bottom-to-solid) affected acute food intake 
by comparing food intake between the last 3  days of housing 
and the first and last 3 days of measurement in a new housing 
condition (Figure 2D). These analyses indicated that switching 
from a wire to a solid-bottom cage decreased food intake during 
the first 3 days by 4.15 ± 0.08 g [χ2(1) = 19.74, P = 0.000008]. In 
Figure  2D, we show the food intake for each stage, indicating 
pairwise comparisons within each cage sequence to illustrate 
changes in food intake over time for each cage sequence. Finally, 
we tested for an effect of cage type and cage change sequence on 
food spillage. We found no significant effect of cage [χ2(1) = 1.21, 
P = 0.27] or cage sequence [χ2(1) = 0.49, P = 0.48] on food spillage 
(data not shown). The amount of time required to complete food 
intake measurements was greater in solid-bottom cages com-
pared to wire-bottom cages (solid- and wire-bottom: 253.2 ± 4.8 
and 61.6 ± 1.5 s, respectively, data not shown). Together, these 
data suggest that animals housed in wire cages have a small, but 
statistically significant increase in food intake, and that switching 
from solid to wire cage causes an acute increase in food intake.
Behavior
Anxiety-like behavior was not significantly different between 
animals housed in different conditions according to the results 
of the light–dark box test. There were no differences in time 
spent in the light and dark compartments (Table  2) or entries 
in either compartment independent of whether the entries were 
observer defined (solid- and wire-bottom: 15.2 ± 2.1 entries and 
12.9 ± 2.5 entries) or computer defined (solid- and wire-bottom: 
50.3 ± 5.2 entries and 55.0 ± 10.4 entries). Similarly, there were 
no differences in anxiety-like behavior as measured in the SPA 
test. Stereotypies, indicated by time spent grooming, were not 
statistically different between housing (solid- and wire-bottom: 
46.8 ± 4.8 and 38.2 ± 3.2 min, respectively). Time spent ambulat-
ing (48.4 ± 3.7 and 47.0 ± 7.2 min) and rearing (26.2 ± 2.9 and 
22.3 ± 3.1 min) were not statistically different between solid- and 
wire-bottom cages, respectively.
Metabolism, Brown Fat Uncoupling, Brain-Derived 
Neurotrophic Factor
Total (60.9 ± 1.8 and 59.4 ± 1.6 kcal) and resting energy expendi-
ture (43.4 ± 1.4 and 41.8 ± 1.5 kcal) were not statistically different 
between animals housed in solid- and wire-bottom housing 
(P > 0.05 for all comparisons). Uncoupling protein 1 mRNA in 
iBAT was not significantly different in rodents housed in solid-
bottom cages (solid- and wire-bottom: 46.9 ± 4.8 and 36.7 ± 2.8, 
P  =  0.08). Plasma corticosterone (solid- and wire-bottom: 
76.8 ± 28.5 and 199.0 ± 38.4 ng/mL, P < 0.02) was not signifi-
cantly greater in rodents housed in wire-bottom cages while PVN 
BDNF [solid- and wire-bottom (pg/μg of total protein): 3.3 ± 0.6 
A B
FigUre 4 | Orexin-a injection into the rostral lateral hypothalamus 
stimulated feeding in the presence and absence of a nylabone during 
the (a) 0-1 and (B) 1-2 h postinjection time periods in sprague-Dawley 
rats housed on wire-bottom floors. N = 13. Data represent mean ± SEM. 
*P < 0.05 as compared to vehicle-control both in the presence and absence 
of the Nylabone.
A B
FigUre 3 | (a) Plasma corticosterone and (B) brain-derived  
neurotrophic factor (BDNF) in the hypothalamic paraventricular nucleus  
(PVN) was not significantly different after Bonferroni correction for  
multiple comparisons between rodents housed in either solid- or  
wire-bottom cages. Data represent mean ± SEM. Please note different 
y-axes. N = 20 (n = 10/housing strategy). *P < 0.05 as compared to 
solid-bottom housing.
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and 1.7 ± 0.3, P < 0.02] was not significantly greater in rodents 
housed in solid-bottom cages after Bonferroni correction for 
multiple comparisons (Figure 3).
study 2: effect of a chewing Device, 
nylabone, on cumulative short-Term 
Feeding stimulated by Orexin-a
There was no main effect of the Nylabone on food intake and 
the interaction between presence of the Nylabone and orexin-A 
treatment was not significant during the 0–1 and 1–2-h postinjec-
tion feeding periods (P > 0.05, Figure 4). In contrast, there was a 
main effect of orexin-A treatment on food intake 0–1 and 1–2 h 
postinjection [F(1,12) = 21.0, P = 0.0006 and F(1,12) = 5.1, P = 0.0428, 
respectively]. Orexin-A significantly increased food intake in 
the presence and absence of the Nylabone 0–1 (P = 0.0064 and 
P =  0.0002, respectively, Figure  4A) and 1–2  h postinjection 
(P = 0.0063 and P = 0.0028, Figure 4B).
DiscUssiOn
Modifications to policies regarding rodent housing must be 
balanced with the feasibility of conducting scientific studies 
(42) because routine husbandry (cage change, single vs. group 
housing, provision of shelters, and food placement) affects 
energy balance-related endpoints, such as sleep and weight gain 
(5, 43). Empirical studies are needed because changes in rodent-
housing policies have independent effects on study outcomes. 
We determined the effect of two different housing types on 
established measures of well-being, behavior, metabolic mark-
ers, physiological measures, and indicators of study feasibility. 
We also tested whether the presence of a Nylabone influenced 
feeding stimulated by centrally administered orexin-A. The data 
show that the following endpoints were either minimally different 
or not statistically different between the tested housing strategies: 
body weight and composition, food intake, feed efficiency, spill-
age, behavior, energy expenditure, and brown fat UCP1 gene 
expression. In contrast, transferring rats to different housing 
situations had a significant effect on food intake immediately after 
the move. Time required to complete food intake measurements 
was greater in solid-bottom caging. After correcting for multiple 
comparisons, PVN BDNF expression and plasma corticosterone 
were not different between animals housed on different types of 
flooring (wire vs. solid). Presence of a Nylabone did not affect 
feeding stimulated by orexin-A. Together these data suggest that 
(1) housing rodents in wire-bottom caging with a resting platform 
does not reduce well-being, (2) in-house transfer between cage 
types affects feeding, and (3) providing a Nylabone, a chewing 
device, does not affect orexin-A-stimulated food intake.
Our analysis with linear mixed model estimated that housing 
in wire compared to that in solid-bottom increased weight gain by 
2.08 g and fat-free mass by 1.33 g, which is less than the SEM for 
both weight gain and fat-free mass gain. Despite that this result 
was statistically significant, these estimates represent 1.0 and 0.9% 
of the overall gain in weight and fat mass, respectively (Table 1). 
Thus, over this 6-week period, our data are consistent with stud-
ies that have found housing did not affect absolute body weight 
(11–13), weight gain (14), and motor activity after an acclimation 
period (12, 14–16). Others have reported that absolute body 
weight or weight gain was greater (13, 17) or less (18, 19) among 
rats housed on wire-bottom floors. Greater physical activity 
during the active period has been noted among rats housed on 
wire-bottoms (14). Discrepancies between our study and others 
are likely due to the differences in methodology related to rodent 
preferences for cage type (12, 20), bedding material (44), age (18), 
or dietary protein composition (13). Preference studies show that 
rodents spend more time on solid surfaces during the light cycle 
(resting/sleeping period) and wire-surfaces during the dark cycle 
(active period) (12, 20) and prefer fibrous bedding material (44). 
Thus, we included a resting platform in our wire-bottom cages 
and used paper contact bedding in our solid-bottom cages to 
accommodate rodent preferences (42). This may have contributed 
to the lack of differences observed in our study and may explain 
why our study contrasts with others (13, 14, 17–19).
Consistent with others (14, 17, 45, 46), we found no effect of 
housing on total energy expenditure, resting energy expenditure, 
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brown fat UCP mRNA, an indicator of thermal sensitivity (47), or 
physical activity, which contributes to total energy expenditure. 
Some have thought that wire caging and lack of bedding pose a 
thermal stress for rats (46), but we found no evidence for that. 
Both the acute (24-h total and resting energy expenditure) and 
chronic (brown fat) measures of energy expenditure were not 
statistically different between housing conditions, suggesting that 
rodents housed in our wire grid floor cages were not thermally 
stressed. The longer term indicator of thermal sensitivity, brown 
fat UCP1, was determined after rats had been housed in their 
respective housing for a duration sufficient to detect changes in 
brown fat UCP1 (48). Lack of thermal stress may be related to 
ambient temperatures in the animal colony.
Discrepancies in results for physical activity measures between 
our study and others may be due to differences in acclimation 
time in the testing chambers (34) and the time-dependent pref-
erences for cage floor mentioned previously. We had expected 
differences in physical activity between groups, as contact 
bedding has been suggested to increase physical activity in the 
home cage environment (17). Further, moving rats from wire- to 
a solid-bottom cage has been shown to reduce physical activity 
in the home cage environment (49). It is plausible that physical 
activity as measured in the current study  –  a non-home-cage-
testing environment – either did not reflect home-cage activity 
or that the finding in the testing environment was influenced 
by the housing environment. For instance, SPA may have been 
dampened among wire-housed rodents, since the SPA measure-
ment chambers have a solid-bottom floor; this could then mask 
potential differences between groups.
Our analysis with linear mixed model estimated that housing 
in wire compared to solid-bottom cages increased food intake by 
1.86 ± 0.01 g, which is less than the SEM for food intake (Table 1). 
While this result was statistically significant, that amount of food 
intake represented only 0.14% of the total food intake. This would 
not have a large physiological impact, and thus, we concluded that 
housing did not affect total food intake. In contrast, one study 
reported greater food intake in rodents housed on wire (12), while 
another showed that food intake was gender and strain dependent 
(50). It has been suggested that differences in food intake between 
housing paradigms may be due, in part, to the inability of rodents 
housed in wire to forage and “recover” food that fell beneath the 
wire floor (12, 49). If this were the case, then spillage in solid-
bottom caging would have been less than in wire-bottom cages, 
but spillage was not significantly different between cage types.
Transferring rats between housing significantly affected food 
intake and food intake measurement from solid-bottom cages 
took significantly more time. Thus, our results extend prior 
reports showing that rats reduce food consumption after being 
transferred to a clean cage, even without altering the housing 
type (23), routine rodent husbandry affects study outcomes 
important to energy balance research (5, 51) and study feasibility 
(42). Food intake measurements require precise determination 
of spillage and measurements must be completed in a timely 
manner to ensure between-subject consistency (52). The time 
required to complete food intake measurements in solid-bottom 
bedded cages was 3–5 times longer than in wire-bottom cages 
and food intake was significantly reduced after rodents were 
moved to the other housing. These data align with others show-
ing that cage changes have significant effects on measurements 
of food intake and thus can affect physiological measures (5). 
Less frequent cage changes are associated with fewer defensive 
behaviors (21), lower anxiety-like behavior (53), and altered 
physiological parameters (49, 54–60).
We tested whether a chewing device influenced short-term 
feeding since modifications to housing practices have been shown 
to affect feeding (43). Food intake stimulated by orexin-A (28, 29, 
35) was not statistically different in the presence and absence of 
the Nylabone chew device. This suggests that provision of this 
chewing device following habituation does not influence this 
behavioral outcome. Additionally, we can conclude from these 
data that the hyperphagic effect of orexin-A is not secondary to 
mastication, since the Nylabone allows for that behavior ad libi-
tum. These results do not address whether the Nylabone is a salient 
object for rodents, if a chewing device influences other behavioral 
outcomes or if other modifications to the rodent’s environment 
affects behaviors relevant to energy balance research.
We determined if housing affects anxiety-like behavior with 
the light/dark box test and stereotypic movement. The light/dark 
box test is a validated method to assess anxiety-like behavior, 
whereby an increased number of crossings between light and dark 
compartments and increased time spent in the light compartment 
indicates increased anxiety-like behavior (33). Grooming or ste-
reotypic movement is sensitive to changes in acute and chronic 
stress (61). Excessive stereotypies are abnormal behaviors associ-
ated with suboptimal aspects of the environment and thus may 
indicate reduced well-being (6, 8). Housing did not affect time 
spent in, or entries into, the light or dark compartments during the 
light/dark box test. This is consistent with other reports (62, 63) 
showing no effect of housing type (referred to as “impoverished, 
standard or enriched”) in the elevated plus maze test, light/dark 
box test, tail-suspension test, forced-swim test, and social inter-
action task. Stereotypic movement was not statistically different 
across cage types in our study, which is consistent with another 
study (12). Thus, these behavioral tests for anxiety-like behavior, 
stress, and well-being indicate no difference between housing.
In agreement with the behavioral tests, plasma corticosterone 
was not significantly different between housing when corrected for 
multiple comparisons. This is consistent with some (11, 64, 65) and 
contrasts others who showed rats housed on wire-bottom floors 
had more (16) or less (17) corticosterone (from urine, plasma, or 
feces) compared to rats housed in solid-bottom bedded caging. 
The reason for these inconsistencies is not readily apparent but 
parallels the literature on the inconsistent affects of environmen-
tal enrichment (66, 67) and husbandry (68) on corticosterone and 
highly variable corticosterone measurements (4–64% variability 
between rodents) among animals in the same housing condition 
(6). Changes in glucocorticoid levels are associated with exposure 
to stressful circumstances [e.g., electric shock and social defeat 
(4, 61)]. Although corticosterone is commonly used to indicate 
existence of stress, glucocorticoids as “universal indicators of 
stress or measures of poor welfare” is problematic (69–73), and 
it is unclear whether changes in glucocorticoids parallel changes 
in welfare (6). Based on our data and others, modifications to 
housing have inconsistent effects on behavioral and physiological 
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measures of anxiety, stress, and well-being, and a single measure 
is inappropriate for assessing the effect of housing on well-being.
We determined the effect of housing on BDNF in the hypotha-
lamic PVN, which affects energy metabolism (74). Hypothalamic 
BDNF is elevated by environmental enrichment (75), and BDNF 
in the PVN reduces food intake (76) and increase energy expendi-
ture (32). Furthermore, BDNF in the PVN has been shown to 
directly regulate corticotropin-releasing hormone production 
(77), and corticotrophin-releasing hormone receptor signaling 
pathways have been implicated to mediate the affects of BDNF 
on energy balance (78). We found no significant effect of cage 
type on BDNF in the PVN after multiple comparisons correction. 
We did not observe differences in energy balance or food intake, 
suggesting a contribution of additional systems to our measured 
behavioral and physiological effects. Thus, it is plausible that an 
independent effect of housing on BDNF may prevent comparison 
between studies utilizing different housing.
We acknowledge limitations of our study that prevent gener-
alizability to all rodent studies. First, as shown previously, cage 
change frequency may have had an independent effect on food 
intake (23) and other endpoints in this study. Second, energy 
expenditure by indirect calorimetry, as is customary with most 
calorimetric systems, was measured outside the home-cage 
after a 3-day acclimation period; as such, energy expenditure 
measurements may reflect this new environment instead of the 
respective home cage setting. Third, despite that rodents housed 
on wire-bottom floors had resting platforms and Nylabones, lack 
of bedding on wire-bottom floors could have had an independ-
ent effect on the endpoints. Finally, handling was not balanced 
between the two cage types. Future studies would be needed to 
test the independent effects of cage change frequency, home-cage 
energy expenditure, and bedding/nesting material on feeding 
behavior and on indices of well-being.
In conclusion, these data indicate that well-being was not differ-
ent between rodents in housing with these specific caging systems 
(wire-bottom with resting platform and Nylabone vs. solid-bottom 
bedded cages with “Crink-l’Nest” bedding + Nylabone) based on 
multiple objective measures of growth; behavior, including motor, 
stereotypic, and anxiety-like; and energy expenditure. Levels of 
plasma corticosterone and BDNF were not statistically different 
between housing types after correcting for multiple comparisons. 
These data support less frequent husbandry procedures, includ-
ing transferring rodents between housing types, since this process 
significantly changed feeding behavior. In addition, these data 
improve scientific understanding of cage change procedures in 
energy balance studies and highlight the need to balance animal 
research concerns with animal well-being such that neither one 
is neglected. Together, these data indicate the need to either 
standardize housing practices to reduce confounding effects of 
the microenvironment on the validity, reliability, and repeatabil-
ity of scientific behavior studies, and at minimum, to encourage 
reporting of housing practices to facilitate data interpretation.
aUThOr cOnTriBUTiOns
All authors listed, have made substantial, direct and intellectual 
contribution to the work, and approved it for publication.
FUnDing
Funding for this research and publication was supported in part 
by the Minnesota Partnership for Biotechnology and Genomics 
[1I01RX000441-01A2 (MPI) to CK], a Career Development 
Award-level 2 from the United States Department of Veterans 
Affairs Rehabilitation Research and Development Service 
(F7212W to JT), the United States Department of Agriculture 
(ARZT-1360220-H23-150 to JT), the National Institutes of 
Health (NIDDK R01-DK078985 to CK, 2P30-DK050456 to CB, 
and 1R01-DK080782 to CW), and CONICYT, Gobierno de Chile, 
Programa FONDECYT Regular (1150274 to CPL). Funding 
agencies did not have a role in the study design, data collection, 
analysis, decision to publish, or preparation of the manuscript.
reFerences
1. National Research Council. Guide for the Care and Use of Laboratory Animals. 
7th ed. Washington, DC: National Academy Press (1996). 125 p.
2. National Research Council. Guide for the Care and Use of Laboratory Animals. 
8th ed. Washington, DC: The National Academies Collection: Reports Funded 
by National Institutes of Health (2011).
3. National Research Council. Guidelines for the Care and Use of Mammals 
in Neuroscience and Behavioral Research. Washington, DC: The National 
Academies Collection: Reports Funded by National Institutes of Health 
(2003).
4. Barnard CJ, Hurst JL. Welfare by design: the natural selection of welfare 
criteria. Anim Welf (1996) 5:405–33. 
5. Febinger HY, George A, Priestley J, Toth LA, Opp MR. Effects of housing 
condition and cage change on characteristics of sleep in mice. J Am Assoc Lab 
Anim Sci (2014) 53(1):29–37. 
6. Barnett JL, Hemsworth PH. The validity of physiological and behavioural 
measures of animal welfare. Appl Anim Behav Sci (1990) 25:177–87. 
doi:10.1016/0168-1591(90)90079-S 
7. Broom DM. The scientific assessment of animal welfare. Appl Anim Behav Sci 
(1988) 20:5–19. doi:10.1016/0168-1591(88)90122-0 
8. Broom DM. Animal welfare: concepts and measurement. J Anim Sci (1991) 
69(10):4167–75. 
9. Dawkins MS. Evolution and animal welfare. Q Rev Biol (1998) 73(3):305–28. 
doi:10.1086/420307 
10. Stark DM. Wire-bottom versus solid-bottom rodent caging issues important 
to scientists and laboratory animal science specialists. Contemp Top Lab Anim 
Sci (2001) 40(6):11–4. 
11. Sauer MB, Dulac H, Clark S, Moffitt KM, Price J, Dambach D, et al. Clinical 
pathology laboratory values of rats housed in wire-bottom cages compared 
with those of rats housed in solid-bottom cages. J Am Assoc Lab Anim Sci 
(2006) 45(1):30–5. 
12. Manser CE, Morris TH, Broom DM. An investigation into the effects of 
solid or grid cage flooring on the welfare of laboratory rats. Lab Anim (1995) 
29(4):353–63. doi:10.1258/002367795780740023 
13. Rao GN, Crockett PW. Effect of diet and housing on growth, body weight, 
survival and tumor incidences of B6C3F1 mice in chronic studies. Toxicol 
Pathol (2003) 31(2):243–50. doi:10.1080/01926230309810 
14. Rock FM, Landi MS, Hughes HC, Gagnon RC. Effects of caging type and 
group size on selected physiologic variables in rats. Contemp Top Lab Anim 
Sci (1997) 36(2):69–72. 
15. Chapillon P, Manneche C, Belzung C, Caston J. Rearing environmental 
enrichment in two inbred strains of mice: 1. Effects on emotional reactivity. 
Behav Genet (1999) 29(1):41–6. doi:10.1023/A:1021437905913 
16. Heidbreder CA, Weiss IC, Domeney AM, Pryce C, Homberg J, Hedou G, et al. 
Behavioral, neurochemical and endocrinological characterization of the early 
February 2016 | Volume 3 | Article 410
Teske et al. Well-Being is Similiar Between Housing
Frontiers in Nutrition | www.frontiersin.org
social isolation syndrome. Neuroscience (2000) 100(4):749–68. doi:10.1016/
S0306-4522(00)00336-5 
17. Eskola S, Kaliste-Korhonen E. Effects of cage type and gnawing blocks on 
weight gain, organ weights and open-field behavior in Wistar rats. Scand J Lab 
Anim Sci (1998) 25(4):180–93. 
18. Tabata H, Ikegami H, Kariya K. Comparison of age-related peripheral 
nerve changes in mice housed in either plastic cages with sawdust-covered 
solid flooring or wire-mesh-floor cages. Exp Anim (2000) 49(2):147–51. 
doi:10.1538/expanim.49.147 
19. Mundy LA, Porter G. Some effects of physical environment on rats. J Inst Anim 
Technol (1965) 20(2):78–81. 
20. Van de Weerd HA, Bulthuis RJ, Bergman AF, Schlingmann F, Tolboom J, 
Van Loo PL, et al. Validation of a new system for the automatic registration 
of behaviour in mice and rats. Behav Processes (2001) 53(1–2):11–20. 
doi:10.1016/S0376-6357(00)00135-2 
21. Burn CC, Peters A, Day MJ, Mason GJ. Long-term effects of cage-clean-
ing frequency and bedding type on laboratory rat health, welfare, and 
handleability: a cross-laboratory study. Lab Anim (2006) 40(4):353–70. 
doi:10.1258/002367706778476460 
22. Castelhano-Carlos MJ, Baumans V. The impact of light, noise, cage cleaning 
and in-house transport on welfare and stress of laboratory rats. Lab Anim 
(2009) 43(4):311–27. doi:10.1258/la.2009.0080098 
23. Abbott CR, Small CJ, Sajedi A, Smith KL, Parkinson JR, Broadhead LL, et al. 
The importance of acclimatisation and habituation to experimental conditions 
when investigating the anorectic effects of gastrointestinal hormones in the 
rat. Int J Obes (Lond) (2006) 30(2):288–92. doi:10.1038/sj.ijo.0803137 
24. Teske JA, Perez-Leighton CE, Billington CJ, Kotz CM. Role of the locus 
coeruleus in enhanced orexin A-induced spontaneous physical activity 
in obesity-resistant rats. Am J Physiol Regul Integr Comp Physiol (2013) 
305(11):R1337–45. doi:10.1152/ajpregu.00229.2013 
25. Kotz CM, Levine AS, Billington CJ. Effect of naltrexone on feeding, 
neuropeptide Y and uncoupling protein gene expression during lactation. 
Neuroendocrinology (1997) 65(4):259–64. doi:10.1159/000127183 
26. McNay EC, Teske JA, Kotz CM, Dunn-Meynell A, Levin BE, McCrimmon 
RJ, et  al. Long-term, intermittent, insulin-induced hypoglycemia produces 
marked obesity without hyperphagia or insulin resistance: a model for weight 
gain with intensive insulin therapy. Am J Physiol Endocrinol Metab (2013) 
304(2):E131–8. doi:10.1152/ajpendo.00262.2012 
27. Noble EE, Mavanji V, Little MR, Billington CJ, Kotz CM, Wang C. Exercise 
reduces diet-induced cognitive decline and increases hippocampal brain-de-
rived neurotrophic factor in CA3 neurons. Neurobiol Learn Mem (2014) 
114:40–50. doi:10.1016/j.nlm.2014.04.006 
28. Teske JA, Levine AS, Kuskowski M, Levine JA, Kotz CM. Elevated hypotha-
lamic orexin signaling, sensitivity to orexin A, and spontaneous physical 
activity in obesity-resistant rats. Am J Physiol Regul Integr Comp Physiol (2006) 
291(4):R889–99. doi:10.1152/ajpregu.00536.2005 
29. Sweet DC, Levine AS, Billington CJ, Kotz CM. Feeding response to central 
orexins. Brain Res (1999) 821(2):535–8. doi:10.1016/S0006-8993(99)01136-1 
30. Nixon JP, Kotz CM, Novak CM, Billington CJ, Teske JA. Neuropeptides 
controlling energy balance: orexins and neuromedins. Handb Exp Pharmacol 
(2012) 209:77–109. doi:10.1007/978-3-642-24716-3_4 
31. Teske JA, Billington CJ, Kuskowski MA, Kotz CM. Spontaneous physical 
activity protects against fat mass gain. Int J Obes (Lond) (2012) 36(4):603–13. 
doi:10.1038/ijo.2011.108 
32. Wang C, Bomberg E, Billington C, Levine A, Kotz CM. Brain-derived neuro-
trophic factor in the hypothalamic paraventricular nucleus increases energy 
expenditure by elevating metabolic rate. Am J Physiol Regul Integr Comp 
Physiol (2007) 293(3):R992–1002. doi:10.1152/ajpregu.00125.2007 
33. Crawley J, Goodwin FK. Preliminary report of a simple animal behavior 
model for the anxiolytic effects of benzodiazepines. Pharmacol Biochem Behav 
(1980) 13(2):167–70. doi:10.1016/0091-3057(80)90067-2 
34. Teske JA, Perez-Leighton CE, Billington CJ, Kotz CM. Methodological 
considerations for measuring spontaneous physical activity in rodents. Am 
J Physiol Regul Integr Comp Physiol (2014) 306(10):R714–21. doi:10.1152/
ajpregu.00479.2013 
35. Thorpe AJ, Mullett MA, Wang C, Kotz CM. Peptides that regulate food 
intake: regional, metabolic, and circadian specificity of lateral hypothalamic 
orexin A feeding stimulation. Am J Physiol Regul Integr Comp Physiol (2003) 
284(6):R1409–17. doi:10.1152/ajpregu.00344.2002 
36. Paxinos G, Watson C, Pennisi M, Topple A. Bregma, lambda and the interaural 
midpoint in stereotaxic surgery with rats of different sex, strain and weight. 
J Neurosci Methods (1985) 13(2):139–43. doi:10.1016/0165-0270(85)90026-3 
37. Kotz CM, Teske JA, Levine JA, Wang C. Feeding and activity induced by orexin 
A in the lateral hypothalamus in rats. Regul Pept (2002) 104(1–3):27–32. 
doi:10.1016/S0167-0115(01)00346-9 
38. Picker MJ, Allen RM, Morgan D, Levine AS, O’Hare E, Cleary JP. Effects of 
neuropeptide Y on the discriminative stimulus and antinociceptive properties 
of morphine. Pharmacol Biochem Behav (1999) 64(1):161–4. doi:10.1016/
S0091-3057(99)00110-0 
39. Baker-Herman TL, Fuller DD, Bavis RW, Zabka AG, Golder FJ, Doperalski NJ, 
et al. BDNF is necessary and sufficient for spinal respiratory plasticity follow-
ing intermittent hypoxia. Nat Neurosci (2004) 7(1):48–55. doi:10.1038/nn1166 
40. Team RC. R: A Language and Environment for Statistical Computing. 
R Foundation for Statistical Computing (2014). Available from: http://
www.R-project.org/
41. Bates D, Maechler M, Bolker BM, Walker S. Ime4: linear mixed-effects models 
using Eigen and S4. J Stat Softw (2015) 67(1):1–48. doi:10.18637/jss.v067.i01 
42. Toth LA, Kregel K, Leon L, Musch TI. Environmental enrichment of laboratory 
rodents: the answer depends on the question. Comp Med (2011) 61(4):314–21. 
43. Park-York M, Kim Y, York DA. Cage food location alters energy balance 
and endoplasmic reticulum stress in the brain of mice. Physiol Behav (2012) 
106(2):158–63. doi:10.1016/j.physbeh.2012.01.024 
44. Blom HJ, Van Tintelen G, Van Vorstenbosch CJ, Baumans V, Beynen AC. 
Preferences of mice and rats for types of bedding material. Lab Anim (1996) 
30(3):234–44. doi:10.1258/002367796780684890 
45. Raynor TH, Steinhagen WH, Hamm TE Jr. Differences in the microenviron-
ment of a polycarbonate caging system: bedding vs raised wire floors. Lab 
Anim (1983) 17(2):85–9. doi:10.1258/002367783780959330 
46. Gordon CJ, Fogelson L. Metabolic and thermoregulatory responses 
of the rat maintained in acrylic or wire-screen cages: implications 
for pharmacological studies. Physiol Behav (1994) 56(1):73–9. 
doi:10.1016/0031-9384(94)90263-1 
47. Himms-Hagen J. Brown adipose tissue thermogenesis: interdisciplinary 
studies. FASEB J (1990) 4(11):2890–8. 
48. Giraudo SQ, Kotz CM, Grace MK, Levine AS, Billington CJ. Rat hypothalamic 
NPY mRNA and brown fat uncoupling protein mRNA after high-carbohy-
drate or high-fat diets. Am J Physiol (1994) 266(5 Pt 2):R1578–83. 
49. Giral M, Garcia-Olmo DC, Kramer K. Effects of wire-bottom caging on heart 
rate, activity and body temperature in telemetry-implanted rats. Lab Anim 
(2011) 45(4):247–53. doi:10.1258/la.2011.010071 
50. van de Weerd HA, van den Broek FAR, Baumans V. Preference for different 
types of flooring in two rats strains. Appl Anim Behav Sci (1996) 46:251–61. 
doi:10.1016/0168-1591(95)00654-0 
51. Sharp J, Azar T, Lawson D. Effects of a complex housing environment on heart 
rate and blood pressure of rats at rest and after stressful challenges. J Am Assoc 
Lab Anim Sci (2014) 53(1):52–60. 
52. Good DJ. Using obese mouse models in research: special considerations for 
IACUC members, animal care technicians, and researchers. Lab Anim (2005) 
34(2):30–7. doi:10.1038/laban0205-30 
53. Rasmussen S, Miller MM, Filipski SB, Tolwani RJ. Cage change influences 
serum corticosterone and anxiety-like behaviors in the mouse. J Am Assoc Lab 
Anim Sci (2011) 50(4):479–83. 
54. Duke JL, Zammit TG, Lawson DM. The effects of routine cage-changing 
on cardiovascular and behavioral parameters in male Sprague-Dawley rats. 
Contemp Top Lab Anim Sci (2001) 40(1):17–20. 
55. Meller A, Kasanen I, Ruksenas O, Apanaviciene N, Baturaite Z, Voipio HM, 
et al. Refining cage change routines: comparison of cardiovascular responses 
to three different ways of cage change in rats. Lab Anim (2011) 45(3):167–73. 
doi:10.1258/la.2011.010134 
56. Balcombe JP, Barnard ND, Sandusky C. Laboratory routines cause animal 
stress. Contemp Top Lab Anim Sci (2004) 43(6):42–51. 
57. Gomez RE, Pirra G, Cannata MA. Open field behavior and cardiovascular 
responses to stress in normal rats. Physiol Behav (1989) 45(4):767–9. 
doi:10.1016/0031-9384(89)90292-8 
February 2016 | Volume 3 | Article 411
Teske et al. Well-Being is Similiar Between Housing
Frontiers in Nutrition | www.frontiersin.org
58. Gartner K, Buttner D, Dohler K, Friedel R, Lindena J, Trautschold I. Stress 
response of rats to handling and experimental procedures. Lab Anim (1980) 
14(3):267–74. doi:10.1258/002367780780937454 
59. Sharp J, Zammit T, Azar T, Lawson D. Stress-like responses to common 
procedures in individually and group-housed female rats. Contemp Top Lab 
Anim Sci (2003) 42(1):9–18. 
60. Brown GM, Martin JB. Corticosterone, prolactin, and growth hormone 
responses to handling and new environment in the rat. Psychosom Med (1974) 
36(3):241–7. doi:10.1097/00006842-197405000-00007 
61. Denmark A, Tien D, Wong K, Chung A, Cachat J, Goodspeed J, et al. The 
effects of chronic social defeat stress on mouse self-grooming behavior 
and its patterning. Behav Brain Res (2010) 208(2):553–9. doi:10.1016/j.
bbr.2009.12.041 
62. Augustsson H, van de Weerd HA, Kruitwagen CL, Baumans V. Effect of 
enrichment on variation and results in the light/dark test. Lab Anim (2003) 
37(4):328–40. doi:10.1258/002367703322389898 
63. Lehmann ML, Herkenham M. Environmental enrichment confers stress 
resiliency to social defeat through an infralimbic cortex-dependent neu-
roanatomical pathway. J Neurosci (2011) 31(16):6159–73. doi:10.1523/
JNEUROSCI.0577-11.2011 
64. Freed C, Martinez V, Sarter M, DeVries C, Bergdall V. Operant task perfor-
mance and corticosterone concentrations in rats housed directly on bedding 
and on wire. J Am Assoc Lab Anim Sci (2008) 47(5):18–22. 
65. Eriksson E, Royo F, Lyberg K, Carlsson HE, Hau J. Effect of metabolic cage 
housing on immunoglobulin A and corticosterone excretion in faeces and 
urine of young male rats. Exp Physiol (2004) 89(4):427–33. doi:10.1113/
expphysiol.2004.027656 
66. Moncek F, Duncko R, Johansson BB, Jezova D. Effect of environmental enrich-
ment on stress related systems in rats. J Neuroendocrinol (2004) 16(5):423–31. 
doi:10.1111/j.1365-2826.2004.01173.x 
67. Smith AL, Corrow DJ. Modifications to husbandry and housing conditions 
of laboratory rodents for improved well-being. ILAR J (2005) 46(2):140–7. 
doi:10.1093/ilar.46.2.140 
68. Arts JW, Kramer K, Arndt SS, Ohl F. The impact of transportation on 
physiological and behavioral parameters in Wistar rats: implications for 
acclimatization periods. ILAR J (2012) 53(1):E82–98. doi:10.1093/ilar.53.1.82 
69. Dawkins MS. A user’s guide to animal welfare science. Trends Ecol Evol (2006) 
21(2):77–82. doi:10.1016/j.tree.2005.10.017 
70. Rushen J, de Passille AMB. The scientific assessment of the impact of hous-
ing on animal welfare: a critical review. Can J Anim Sci (1992) 72:721–43. 
doi:10.4141/cjas92-085 
71. Moberg GP. Problems in defining stress and distress in animals. J Am Vet Med 
Assoc (1987) 191(10):1207–11. 
72. Clark JD, Rager DR, Calpin JP. Animal well-being. II. Stress and distress. Lab 
Anim Sci (1997) 47(6):571–9. 
73. Rushen J. Some problems with the physiological concept of “stress”. Aust Vet J 
(1986) 63(11):359–61. doi:10.1111/j.1751-0813.1986.tb02896.x 
74. Noble EE, Billington CJ, Kotz CM, Wang C. The lighter side of BDNF. Am 
J Physiol Regul Integr Comp Physiol (2011) 300(5):R1053–69. doi:10.1152/
ajpregu.00776.2010 
75. Pietropaolo S, Branchi I, Cirulli F, Chiarotti F, Aloe L, Alleva E. Long-term 
effects of the periadolescent environment on exploratory activity and aggres-
sive behaviour in mice: social versus physical enrichment. Physiol Behav 
(2004) 81(3):443–53. doi:10.1016/j.physbeh.2004.02.022 
76. Wang C, Bomberg E, Billington C, Levine A, Kotz CM. Brain-derived neu-
rotrophic factor in the hypothalamic paraventricular nucleus reduces energy 
intake. Am J Physiol Regul Integr Comp Physiol (2007) 293(3):R1003–12. 
doi:10.1152/ajpregu.00125.2007 
77. Jeanneteau FD, Lambert WM, Ismaili N, Bath KG, Lee FS, Garabedian MJ, 
et al. BDNF and glucocorticoids regulate corticotrophin-releasing hormone 
(CRH) homeostasis in the hypothalamus. Proc Natl Acad Sci U S A (2012) 
109(4):1305–10. doi:10.1073/pnas.1114122109 
78. Toriya M, Maekawa F, Maejima Y, Onaka T, Fujiwara K, Nakagawa T, et al. 
Long-term infusion of brain-derived neurotrophic factor reduces food 
intake and body weight via a corticotrophin-releasing hormone pathway in 
the paraventricular nucleus of the hypothalamus. J Neuroendocrinol (2010) 
22(9):987–95. doi:10.1111/j.1365-2826.2010.02039.x 
Conflict of Interest Statement: The authors declare that the research was con-
ducted in the absence of any commercial or financial relationships that could be 
construed as a potential conflict of interest.
The reviewer Andrew Brown and handling Editor Daniel Larry Smith Jr. declared 
their shared affiliation, and the handling Editor states that the process nevertheless 
met the standards of a fair and objective review.
Copyright © 2016 Teske, Perez-Leighton, Noble, Wang, Billington and Kotz. This is an 
open-access article distributed under the terms of the Creative Commons Attribution 
License (CC BY). The use, distribution or reproduction in other forums is permitted, 
provided the original author(s) or licensor are credited and that the original publica-
tion in this journal is cited, in accordance with accepted academic practice. No use, 
distribution or reproduction is permitted which does not comply with these terms.
